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i , 2 * fe I* 3 {cfa^wM'ffige^ u s^futsm 

[0 0 0 1] 

(RT) PCR»&£K:j:y|ftffi**CIfcJCJ:S«ttW«fy (RA 
: rheumatoid arthritis) <£;&ffi&JCggf & = XJC, FRP (>f) CD^©«fSff 
Srifeff»JCttm , r*Z:i:S:'f*l»4:'rStlrflB«ttM»y ^Yf (RA : rheumatoid' 
arthritis) ©fcffiScCBrrs. 

[0 0 0 2] 

*iTVn£, |fc»l*r£«tt, D l ^WJK±«<ffl©i*)«y , 2) 3«»?JBU:<D 
BM5f<BJIt*l, 3) #0Htta>tttU 4) #?M£<BWiBf©flt*K 5) #eDXj»a§£*C 
©H^, 6) &T8ftt, 7) jfe*|fcrey #T*£J6#BM£, T!»S. £®&fl 
©^^gCBJK-fc&JRfeU 3SJC1) -4) K.mLXte6MmM±&$tt&Z-£ 
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RA<D3H£&m&&JjmtVX. VWh-f KH* (rheuma t o 
id factor) *#tt%JfiU§S*tT V\*tttl^%, Rtfeffl#ScT* 

i^F^fe-S (http://www.rheuma-net.or.jp/) „ 
[0 0 0 3] 

-15. wnt (>f) 775 y-teii eajSoate-^BB^W&j^K:* 

TWNT (-f) 1 % 5 A, lOBfflW^H (£»H£H*|f& (OA) Bfttff 

6, 8, 1.5 (IL-6, 8, 1 5) ] ©&£&fi&rr 3 ftfc (S 

en,M. ,L a u t e r b a c h ,K. , E 1 - G a b a w y , H. ,Flrest 
ein,G. S.,Corr,M. and Carson, D. A. Expressi 
o n a n d 

function of wingless and frizzled 
homologs in rheumatoid a r t h r i t i s . P r o c 
. Natl. Acad. Sci. USA. 97:2791-2796, 2000 

.) o wnt (>r) i*itmmj&MM<Dmm%i}im'?z> z. ttfmBtix 

(Wright, M. , A i k a w a , M. Szto, W. and Papko 
ff,J. Identification of a WN T - r e s p o n s i 
v e 

signal transduction pathway in primar 
y endothelial cells. Biochem. Biophys. R 
es. Commun. 2 6 3 : 384-388, 1999.) „ WNT (>f) 

, #{CWNT (-f) 1OB0RA#^3|WIT, RAttAntR^tt 
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[0 0 0 4] 

ft-r, »4*wcwNT-(>f) tm^iicMu n£ncDM*ttMt 

tC«»TaS*!S!«&«feL/TV^ii:3y*ifS*lTV^S (Moon, R. A., Brown 
, J. D. and Torres, M. WNTs modulate cell fate and behavior during verte 
brate development. Trends Genet. 13: 157-162, 1997.) o ^frU SIW?£J&7oT 

(Imai, K. and D'Armiento, J. „ £ ^ffrfEWN T (-f) 

383ifc&*fJfcl,T#;*L5^ WNT (-f) J&gttR Ag|g[f?|flBIMS£8<> &-S 

[0 0 0 5] 

U) ®^n77>f;bS^&^{:Lfe„ wnt U) iob^r 

&&CFRP ttOA«««HC»3SU. WKl^T'(fiDOAfi«Tf»39|LTV^fe 

FRP (>f) 1J*WNT U) lOB^MtllCVilMIVMJtatJIiMAIRII 
fcfg&^tlfco ^ot, OAJCfc^T&FRP (-f) ^itSiilt'WNT ( 

-r) *ftLfrmmmm<Dmi%zM^T*^z^m®i&m\ wnt (>n %a»^ 

^fcU ^K^f K, ^^^ J ^>^F RP^>/^^&g|StSJ©^fe§v^^i 
RA#J||ftWNT (>f) , #CWNT U) 1 OBCD»3S*«4/5©ffi«K:fe 
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[0 0 0 6] 
[18® £«¥&*f 3 fe & 

#*b<B:, WNT (-f) ©^©/LitfcRT-PCR&icj: tJMt^ii: 

nt (>f) i o B©^©^5i^^m^§r^^#^i:i-SB&ia^'m'i4@9^u ^ 
v^fc^m-rs^sn^y. — j»#£b<&, frp <>n ©#3B©flHw«:aftf? 

[0 0 0 7] 

[#$^©Hflii©$i*as] 
a Mffimmom&zftoRAzmmzftfr&^oAizftm^z'WNT (>o £ 

^©#Me5iS#^-efes frp (>r) amm^nyy-f jwoftm. 

(1) APKfiPSSI^lc «fc y-8JRt?3tifeli h R A (5M) feSVN^OA (4#f 
) ©SBSlSm^jia^tC^'r-S^RN ASrChomczynski and SacchiOD^lC^g? 
ItLfeo ADNAGD^Afc&r^fctfK RN ase — free DNasel 

[0 0 0 8] 

(2) 5 /t g^RNASt'J d (T) TT^-f V- (Gibco' BRL, Giathusberg, 
Germany)^ J: Xf^M^WM (Superscript II, Gibco BRL) ^rfflV^Tlst stran 

d cDNA (50/* Lfc„ -£<Z)^ 1 fi 1<Z>cDNA&£IM£ bt 9 4 5 &m$U 

%k&. @B^MfeJ:r>*01 fC^^-^^-f V-£T a q D N Aitf U ;* ^ -if (Gibco 
BRL) &^TPCR£jS;$:??ofc 0 5 0 v L }CTi»% 9 4 1C 3 0 # 

4 ffifEff 2003-3042029 



^20 0 2-vl 3 0 8 8 3 ^ 

[0 0 0 9] 

WNT W)_1.0BttiftTS* (4/5«) £ R A|BiPUC3&3l LT V%fc#, 

^v%^mbTVA^^ofe„ FRP (-f) 1 li^T(DOA-e^b. FRP ( 
>f) 2£FRP (>f) 4 1J2/4I, FRP (^f) 3 £ F R P (>f) 5&1/4 
M{C*e>tl^ 0 RA^^iVN-rtKDFRP (-f) ^5^£%JCl/50!|fC^<|£&£ 
V^i$gif[LTV>&frofc C (02) ) „ 
[0 0 10] 

*;i/^y ^sv^A^^bAy^b: KS^u^t hRA&&vn;}:oAWfp 

0. 0 1M OE/t/) ^x^ith'J^Aift (PH6. 0) tfi7?«-7-l/>^0 
(5 0 0W, 4^30) £ffofc„ «fc»C, MM^#£ie£^lfttff> IE 

t^Wn t 1 0 bjjvffc (1a g/ml , Santa Cruz Biotechnology, Sant 
a Cruz, CA, RM) . "Y^r^F r p 1 ffifa ( 2 /* g/ml. Santa Cruz Biotechn 
ology, Santa Cruz, CA, ^Bl) VU£^U-3r£/L von Willbrand Factor (vW 
F)ffifa (2 0 0Ma DACO, Carpinteria, CA, L -e© 

Alexa Fluor 546^ ? V =¥^#:, Alexa Fluor 546#t^ *?trt& (Molecular Pr 
obes, Eugene, OR, F I T C ^g§^^ 3r Jfcflt (Vector, Burlinga 

me, CA, 9 O^IWMTf-f >^rrL^- h U fit3%«ttM&M V^##tiH 

RA»«f»Kjc;i3v*TWNT i o b ttmm^M«iffflafe<fc JfeWtfL&lBJIBJCMfc 

LTVNfe D OAMffiffimz&\\Tl$fc]fcte&bntefr^fc a jgJCFrpl&OA 

wnti i<z>jkmftfomm^<Dmm*. jkmm&mmzmmm 

[0011] 



2003-3042029 




2002-130883 ^ 



t (4) lOBm&mm (raw &£xfioA&®mmKt$v& 
FRPim&mm (oAii) <?>m&mm*:m&'f2>z.tifiT*gi~ a 

[0 0 12] 

mmmm & & tmmx & y bmhn*<z> e> r a tit & 

#*)^VNOA{C^-rSWNT (-O £^©#Ml$l®#3H 1 T*&&FRP (>f) 

®^Jg^n7T^;i/S:^e>^{cL, awg^ (rt). -PCR^5>fT-&M^ 

(RT) -PCR&, #{C, WNT (-f) 10B*fcttWNT (-f) 10 
BfcitfFRP (^) lCDRT-PCReSKUcSa^^JCfe^SJt-g-^itfll 
©l£»K: J: »J R A#Mlft#®T& &$t& L/ % ©T* & »J , f^T'5$H& R A#Mlft 

[0 0 13] 

J£*T{c, 01 K:|H«©PCR^ , ^-rv-©3i^@B^J$r^«ro 

<110> Japan Science and Technology Corp 
oration 

<i2o>wnt (-o <D$bm<DjLmz®im-t&z.iiiz& uftUHfu ^v^fc^rn 

<160>44 

<210>1 

<211> 20 

<212>DN A 

<213> Artifificial 

<400>1 

5' -tcctgctcag aaggttccat 



ffiIE# 200 3- 3042029 



<210>2 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>2 

5' -gctgtacgtg cagaagttgg 

<210>3 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>3 

5' -ctgtatcagg gaccgagagg 

<210>4 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>4 

5' -caaagagaac tcgccaggag 

<210>5 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>5 

5' -actgagtgtg tgcagctgtg 



<210>6 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>6 

5' -tgatgtcttg ctgcagacac 

<210>7 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>7 

5'-acttcggcgt gttagtctcc 

<210>8 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>8 

5' -atttttcctt ccgcttctcc 

<210>9 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>9 

5' -ttgaggagtg ccactaccag 



<210>10 
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<212>DNA 

<213> Artifificial 

<400>10 

5' -ttgaactgtg cgttgcgtgg 

<210>11 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>11 

5' -cagttcaaga ccgtgcagac 

<210>12 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>12 

5* -tggaacctac ccatcccata 



<210>13 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>13 

5' -gtgctgcttc gtcaggtgta 
<210>14 




<211> 20 
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<211> 20 

<212>DNA 

<213> Artifificial 

<400>14 

5' -cgaggttgaa gctgagttcc 

<210>15 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>15 

5' -caactgcaca acaacgaggc 

<210>16 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>16 

5' -gtactacgca gcaccagtgg 

<210>17 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>17 

5* -gagaagcaag gccagtacca 

<210>18 
<211> 20 
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<212>DNA 

<213> Artifificial 

<400>18 

5' -acagcacatg aggtcacagc 

<210>19 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>19 

5' -acatgctatc agctctgctg 

<210>20 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>20 

5' -aaagatcagt tccgcctctg 

<210>21 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>21 

5' -gaaagtggca agctttggag 

<210>22 
<211> 20 




<212>DNA 

<213> Artifificial 

<400>22 

5* -gaaagtggca agctttggag 

<210>23 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>23 

5* -aatgaggcttcacaacaacc 

<210>24 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>24 

5' -tcatgtggtc caatctcctc 

<210>25 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>25 

5' -cttcattgat acccacaacc 

<210>26 
<211> 20 
<212>DNA 
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<213> Artifificial 
<400>26 

5* -attgttgggg agaaggctac 

. <210>27 
<211> 20 
<212>DNA 
<213> Artifificial 
<400>27 

5' -tgacctcaag acccgatacc 

<210>28 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>28 

5' -caagtgaagg caaagcacaa 

<210>29 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>29 

5' -aagatggtgc caacttcacc 

<210>30 
<211> 20 
<212>DNA 



<213> Artifificial 
<400>30 

5' -taaggaacca gccaggacac 

<210>31 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>31 

5* -gtgacaccac cttgcagaac 

<210>32 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>32 

5' -accctctgat gtacggttgc 

<210>33 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>33 

5' -cttgttcttg cagcattccc 

<210>34 
<211> 20 
<212>DNA 



<213> Artifificial 
<400>34 

5' -agagaaggca atgcctctcc 

'<210>35 
<211> 20 
<212>DNA 
<213> Artifificial 
<400>35 

5' -aaagadagct tgcagtgcac 

<210>36 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>36 

5' -tgttatgaca acctcagtgg 

<210>37 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>37 

5' -cattgacttc cagcacgagc 

<210>38 

<211> 20 

<212>DNA 

<213> Artifificial 



<400>38 

5* -acgaagcttc atatcccagc 

<210>39 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>39 

5' -agaggagtggctgcaatgag 

<210>40 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>40 

5' -tggccttacataggctgtcc 

<210>41 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>41 

5* -aagtggatgg acagctgctg 

<210>42 

<211> 20 

<212>DNA 

<213> Artifificial 
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<400>42 

5' -tactttctga gaccctgagg 



<210>43 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>43 

5' -gtcagtggtg gacctgacct 

<210>44 

<211> 20 

<212>DNA 

<213> Artifificial 

<400>44 

5' -aggggagctt cagtgtggtg 

mil WNT (>f) fe^OEFRP (-f) ©RT-PCR^-fV-Il 

C©3] RT-PCR{C<fcSWNT (-f) 3, WNT (>f) 5 A, WNT 
U) 1 0B£«l:tfWNT (>f) 14M©M 

[04] RT-PCR{CJ;5FRP (-f) 1 ~ 5»JB©tfeffi. 
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mm*: mm 

[Hi] 

rt-pcr 7^ 4 ^-mmmm tr~-v> vm^i 



e n 



WNTl (forward) 
(reverse) 
WNT2 (forward) 
(reverse) 
WNT2B (forward) 
(reverse) 
WNT3 (forward) 
(reverse) 
WNT4 (forward) 
(reverse) 
WNT5A (forward) 
(reverse) 
WNT5B (forward) 
(reverse) 
WNT6 (forward) 
(reverse) 
WNT7A (forward) 
(reverse) 
WNT8A (forward) 
(reverse) 
WNT8B (forward) 
(reverse) 
WNT10A (forward) 
(reverse) 
WNT10B (forward) 
(reverse) 
WNT11 (forward) 
(reverse) 
WNT14 (forward) 
(reverse) 
WNT16 (forward) 
(reverse) 
FRP1 (forward) 
(reverse) 
FRP2 (forward) 
(reverse) 
FRP3 (forward) 
(reverse) 
FRP4 (forward) 
(reverse) 
FRP5 (forward) 
(reverse) 
GAPDH (forward) 
(reverse) 



5 9 -TCCTGCTCAGAAGGTTCCAT 54 

5 ' -GCTGTACGTGCAGAAGTTGG 

5 ' -CTGTATCAGGGACCGAGAGG 5 1 

5 ' -CAAAGAGAACTCGCCAGGAG 

5 ' -ACTGAGTGTGTGCAGCTCTG 5 4 

5 ' -TGATGTCOTGCTGCAGACAC 

5 9 -ACTTCGGCGTGTTAGTCTCC 54 

5 * -ATTTTTCCTOCCGCTTCTCC 

5 9 -TTGAGGAGTGCCACTACCAG 5 4 

5 9 -TTGAACTGTGCGTTCCGTGG 

5 9 -CAGTTCAAGACCGTGCAGAC 58 

5 9 -TGGAACCTACCCATCCCATA 

5 9 -GTGCTGCTTCGTCAGGTGTA 5 4 

5 * -CGAGGTTGAAGCTCAGTTCC 

5 ' — CAACTGCACAACAACGAGGC 5 4 

5 9 — GTACTACGCAGCACCAGTGG 

5 9 -GAGAAGCAAGGCCAGTACCA 5 4 

5 ' - ACAGCACATGAGGTCACAGC 

5 9 - ACATGC TATCAGCTCTGCTG 54 

5 ' -AAAGATCAGTTCCGCCTCTG 

5 ' -GAAAGTGGCAAGCTTTGGAG 54 

5 9 -GAAAGTGGCAAGCTTTGGAG 

5 ' -AATGAGGCTTCACAACAACC 54 

5 9 -TCATGTGGTCCAATCTCCTC 

5 9 -CTTCAOfTGATACCCACAACC 5 8 

5 9 -ATTGTTCGGGAGAAGGCTAC 

5 r — TGACCTCAAGACCCGATACC 54 

5 9 -CAAGTGAAGGCAAAGCACAA 

5 ' -AAGATGGTGCCAACTTCACC 58 

5 9 —TAAGGAACCAGCGAGGACAC 

5 9 -GTGACACCACCTTGCAGAAC 54 

5 ' -ACCCTCTGATGTACGGTTGC 

5 * -CTTGTTCTTGCAGCATTCCC 5 4 

5 ' -AGAGAAGGCAATGCCTCTCC 

5 ' -AAAGACAGCTTGCAGTGCAC 5 4 

5 ' -TGTTATGACAACCTCAGTGG 

5 ' -CATTGACTTCCAGCACGAGC 5 6 

5 9 -ACGAAGCTTCATATCCCAGC 

5 9 - AGAGGAGTGGC TGCAATGAG 5 8 

5 ' -TGGCCTTACATAGGCTGTCC 

5 ' -AAGTGGATGGACAGCTGCTG 54 

5 ' -TACTTTCTGAGACCCTGAGG 

5 9 -GTCAGTGGTGGACCTGACCT 52 

5 9 -AGGGGAGCTXCAGTGTGGTG 
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[02] 



RT-pcr fc: j; 3 jgfc^gBBi^- : 



RA 




WNT1 

WNT2 

WNT2B 

WNT3 

WNT4 

WNT5A 

WNT5B 

WNT6 

WNT7A 

WNT8A 

WNT8B 

WNT10A 

WNT10B 

WNT11 

WNT14 

FRP1 

FRP2 

FRP3 

FRP4 

FRP5 



+ 
+ 



ND 

ND 
ND 
ND 
ND 
ND 
ND 

ND 



+ 
+ 



+ 
+ 
+ 
+ 



+ 
+ 
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RA *5J:tfOA (l — V6~9) Blft:}ftm&K:%5tt-£ 

WNT3, 6A, 10B, 14 *RT-PCR 8r<?fl?$rLfco 
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PRP it^fc RT-PCR $fcT?i!i¥#r Lfc 0 
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#fFffi®(Z>## #02 002^130883 

^### 50200645736 

ffi^w isa§±f 0094 

ft&B ^14^ 5^ 70 

' cams ] sn 20 
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ffi m A 



8»B0## (3 9 6 0 2 0 8 0 0) 

1 . ^35#£ B 19. 9 8^ 2H24B 

[&J53Sr&3 *«!|E35 

ft.ffi Jt36JR;HPTfr*HT4TB 1#8# 
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